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In a technic for locating the isoenzymesof LDH following electrophoresison cellulose acetate membranes,the membrane is laid on an agar gel containing all of the necessary reagents. Then in order: 20 ml. of iiitro blue tetrazolium solution, 1 ml. of phenazine methosulfate solution, and 100 mg. of NAD dissolved in 6 ml. of distilled water were added amid mixed by gentle swirling to avoid the formation of bubbles. The solution was then poured into square Petri dishes to a height of about 1 in. and allowed to gel at room temperature in the dark. At the conclusion of electrophoresis, the membrane was removed from the bridge and cut to fit the Petri dish (the reference hole was preserved).
The membrane was placed face down on the reagent gel at room temperature, care being taken to avoid the entrapment of air bubbles, and then placed inverted in an incubator at 37#{176} for 30 mill. Insoluble formazan marks the site of the isoenzymes. After incubation, the membrane was rinsed under running deionized water for a few seconds while being rubbed gently with the fingers to remove the thin gel film adhering to the solid matrix.
(If this photosensitive gel is not removed, the white background will gradually turn purple when exposed to light.) The membrane was rinsed twice in 3% (v/v) nitric acid for a period of 3 mm. for each rinse. After blotting, the membrane was placed in the drying frames and dried in an oven (50#{176} or less).
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